. Wee1 localized at the SPB in Wee1-overproducing cells decreases in levels before Wee1 accumulates at the SPB during the G2-M transition. Time 0 represents when the GFP signal intensity at the SPB reaches the minimum level. The ratio of GFP signal intensity to the minimum ((I t -I bg )/(I t=0 -I bg ), where I bg is the background GFP intensity) is plotted at each time point until the signal intensity reaches the maximum level. In 7, 3 and 1 out of 19 cells observed, levels of GFP-Wee1 localized at the SPB sharply increase at 1, 2, and 3 min after it reaches the minimum, respectively. In other 8 cells, after levels of GFP-Wee1 at the SPB reach the minimum, they keep fluctuating for 3-11 min before they sharply increase at the G2-M transition.
Supplemental Figure S2 . Box-Plots of division lengths of cells expressing GFP-Wee1 mutant proteins (A) and 3HA-Wee1 mutant proteins (B). (*) indicates P = < 0.0001 from Student's t-test. Figure S3 . GFP-Sid4C-Wee1 localizes to the SPB throughout the cell cycle. Live cell images of a cell expressing GFP-Sid4C-Wee1 and Sid4-mRFP are shown at 6 min before SPB separation through to 20 min after separation. Bar 10 mm. Figure S4 . GFP-BAF.G47E-Wee1 does not accumulate at the SPB during the G2-M transition. GFP signal intensities at the SPB from eight cells expressing GFP-BAF.G47E-Wee1 are indicated at 10 min before SPB separation through at SPB separation. 
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